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Abstract: There is growing interest in the development of non-toxic, natural wood preservation 
agents to replace conventional chemicals. In this paper, the antifungal activities of silver 
nanoparticles, chitosan oligomers, and propolis ethanolic extract were evaluated against white-rot 
fungus Trametes versicolor (L.) Lloyd, with a view to protecting Populus spp. wood. In order to create 
a more realistic in-service type environment, the biocidal products were assessed according to 
EN:113 European standard, instead of using routine in vitro antimicrobial susceptibility testing 
methods. Wood blocks were impregnated with the aforementioned antifungal agents by the 
vacuum-pressure method in an autoclave, and their biodeterioration was monitored over 16 weeks. 
The results showed that treatments based on silver nanoparticles, at concentrations ranging from 5 
to 20 ppm, presented high antifungal activity, protecting the wood from fungal attack over time, 
with weight losses in the range of 8.49% to 8.94% after 16 weeks, versus 24.79% weight loss in the 
control (untreated) samples. This was confirmed by SEM and optical microscopy images, which 
showed a noticeably higher cell wall degradation in control samples than in samples treated with 
silver nanoparticles. On the other hand, the efficacy of the treatments based on chitosan oligomers 
and propolis gradually decreased over time, which would be a limiting factor for their application 
as wood preservatives. The nanometal-based approach is thus posed as the preferred choice for the 
industrial treatment of poplar wood aimed at wood-based engineering products (plywood, 
laminated veneer lumber, cross-laminated timber, etc.). 
Keywords: decay fungi; nanomaterials; natural protectors; poplar; wood preservatives 
 
1. Introduction 
Populus spp., part of the Salicaceae family, are amongst the most frequently cultivated trees for 
industrial purposes. These fast-growing species have a significant economic impact, given that their 
wood is used for the production of pulp, panels, and many other commercial applications [1–3], in 
addition to being very important from an environmental perspective [4]. According to EN 350:2016, 
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poplar wood is non-durable, and some studies have shown that it is highly susceptible to Trametes 
versicolor [5,6]. The fungal hyphae propagate through the woody elements, vessels, and tracheids of 
the sapwood, feeding on the constituents of the cell wall (lignin and structural carbohydrates) 
through the secretion of enzymes capable of metabolizing these structures [7]. This causes weight 
and mechanical resistance losses, color changes, and an increase in moisture content. 
In recent decades, significant efforts have been devoted to the evaluation of natural products for 
wood protection applications, since they represent an alternative to traditionally used chemical 
compounds, which have toxic effects on humans and on the environment [8]. Amongst them, 
renewable polymers have attracted intense industrial interest, and chitosan in particular has 
especially promising application prospects [9]. Other products, such as propolis [10,11] and metallic 
nanoparticles [12] have also been the focus of increasing attention. 
Various nano-sized inorganic materials based on metals or metal oxides have been assayed for 
wood protection, including silver, gold, zinc, copper, boron, titanium, tin, silicon, and cerium [12–
16]. Among these, silver has shown the highest toxicity against bacterial and fungal growth [17–22]. 
However, it should be clarified that those studies were conducted against other wood-staining fungi 
and solely in agar plates. Only Dorau et al. [17] used wood blocks (as in this study), although they 
tested the activity of ionic silver instead of silver nanoparticles (AgNPs) against three brown-rot fungi 
(Postia placenta, Tephrophana palustris and Gloeophyllum trabeum). It is worth noting that the toxicity 
mechanisms of these two silver forms differ, as some biological effects—including the formation of 
reactive oxygen species (ROS) and extensive membrane damage—have been observed more severely 
for AgNPs than for ionic Ag+ [23]. 
Chitosan is a linear aminopolysaccharide biopolymer [24] obtained by the alkaline deacetylation 
of chitin extracted from the exoskeleton of crustaceans and from the cell walls of some fungi and 
algae. It stands out for its antimicrobial properties against algae, yeasts, some bacteria, and fungi [25]. 
With regards to the latter, chitosan not only inhibits their growth (fungistatic), but may also act as a 
fungicide at high concentrations [26]. Moreover, it has other very interesting properties, including 
biocompatibility, high biodegradability, bioactivity, and non-toxicity in humans [24,27]. Chitosan can 
be chemically and/or enzymatically modified [28] to prepare chitosan oligomers (pentamers and 
heptamers), which present enhanced antifungal behaviors [21,29–31]. 
Propolis is a resinous substance collected and transformed by bees (Apis mellifera L.) for use in 
honeycomb construction and repair [32]. The use of propolis as an antifungal agent is well known, 
and its effectiveness has been demonstrated, for instance, against Candida spp. [33,34]. Partially 
purified propolis extracts have been investigated for wood protection due to their antimicrobial 
effects against yeasts, molds, bacteria, and parasites [10,32]. Propolis’ activity against wood-decay 
fungi has been demonstrated in previous works [21,30,31]. 
The aim of this study was to compare the antifungal capacity of these three products (i.e., 
AgNPs, chitosan oligomers (CO), and propolis (P)), considered harmless to human health and the 
environment, against T. versicolor, assaying different concentrations on Populus spp. wood. 
Treatments were carried out by vacuum-pressure impregnation in an autoclave, according to EN:113 
standard. The novelty of this study lies both in the use of a more realistic assessment method of the 
biocidal efficacy of the candidate wood preservatives (using wood blocks instead of agar plates) and 
in the fungus against which the products were assayed. 
2. Materials and Methods  
2.1. Reagents and Biological Material 
Medium-molecular-weight chitosan (60–130 kDa; CAS No. 9012-76-4) with 90% deacetylation 
was acquired from Hangzhou Simit Chemical Technology Co. (Hangzhou, China). Propolis, with a 
content of ca. 10% w/v of polyphenols and flavonoids, came from the Duero river basin region 
(Burgos, Spain). Silver nitrate (CAS number 7761-88-8), sodium citrate (CAS 6132-04-3), acetic acid 
(CAS 64-19-7), and potassium methoxide (CAS 865-33-8) were supplied by Merck Millipore 
(Darmstadt, Germany). 
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The Wood Technology Laboratory, Universidad de Valladolid (Spain) supplied 432 wood blocks 
(50 × 25 × 15 mm3) of Populus × euramericana I-214 clone. The selected isolate of T. versicolor L. Lloyd 
1920 (DSM 3086 strain, CECT 863A) was supplied by the Spanish Type Culture Collection (Valencia, 
Spain) and was cultivated on malt agar (supplied by Scharlau, Barcelona, Spain). Test specimen 
supports were sterilized by the steam method using an Autester ST DRY PV-II 30 LA autoclave (JP 
Selecta, Barcelona, Spain). 
2.2. Synthesis of the Antifungal Solutions 
Silver nanoparticles were synthetized by a sonication method; 50 mL of silver nitrate (50 mM) 
was mixed with 50 mL of sodium citrate (30 mM) as a reducing agent, and the solution was heated 
to 90 °C until it turned from colorless to pale yellow, which then became more intense. The yellowish 
solution was sonicated for 3–5 min with a probe-type UIP1000hdT ultrasonicator (Hielscher, Teltow, 
Germany; 1000 W, 20 kHz), and finally it was stabilized for at least 24 h in a refrigerator at 5 °C [35]. 
The resulting AgNPs, characterized by transmission electron microscopy (TEM) with a JEOL 
(Akishima, Tokyo, Japan) JEM-FS2200 HRP microscope, were spherical in shape with variable sizes, 
ranging from 10 to 30 nm. 
Chitosan oligomers were prepared by oxidative degradation. Commercial medium molecular-
weight (MW) chitosan was first dissolved in acetic acid (1%) under constant stirring at 60 °C for 2 h, 
then the pH was adjusted from 4.5 to 6.5 with potassium methoxide, and the molecular weight was 
finally reduced by adding hydrogen peroxide (0.3 M) to the solution, under stirring for 1 h at the 
same temperature. Chitosan oligomers of a viscosity-average MW of ca. 2000 Da were obtained [30] 
according to the experimental procedure proposed by Costa et al. [36]. 
Propolis ethanolic extract was prepared by grinding the resin and adding it to an hydroalcoholic 
solution 7:3 (v/v), followed by stirring for 72 h at room temperature and filtration with a stainless-
steel 220 mesh to remove insoluble particles [37]. 
Every solution was tested at four different concentrations (Table 1). These concentrations were 
chosen on the basis of previously published work [30]. It should be clarified that, in contrast with that 
study (in which the wood block samples were only dipped in the preservative solution, and hence 
the adhesion properties of the bioagents played a major role), the vacuum-pressure impregnation 
method used herein allowed to use chitosan oligomers instead of medium MW chitosan, taking 
advantage of their superior minimum inhibitory values and lower viscosity. 
Table 1. Concentrations of the wood preservative substances used in the impregnation treatments. 
Silver Nanoparticles (ppm) Chitosan Oligomers (mg/mL) Propolis (mg/mL) 
20 80 40 
15 40 20 
10 20 10 
5 10 5 
2.3. Vacuum-Pressure Treatments and Antifungal Tests 
The vacuum-pressure treatment and the subsequent antifungal efficacy assessment were carried 
out based on a modified EN:113 standard, with six replicates for each solution (i.e., antifungal 
product), concentration, and exposure period, accounting for a total of 288 blocks. The vacuum-
pressure cycle can be briefly described as follows: wood blocks were first introduced into a stainless-
steel autoclave, and a vacuum was created and maintained for 15 min. The selected product was then 
introduced by pressure difference, and pressure was increased to 6 kg·cm−2 for 2 h; pressure was 
finally removed, and the wood blocks were extracted from the remaining liquid. After impregnation, 
wood blocks were left at 20 °C and 65% relative humidity (RH) for 4 weeks in a Medline Scientific 
(Oxon, UK) conditioning chamber. 
Antifungal activity tests were carried out by placing two treated wood blocks and one control 
block into a Kolle flask that contained a one-week-old fungal culture of T. versicolor. The samples 
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were incubated in a culture chamber (Incubat 2000944) at 22 °C and 70% RH for 16 weeks. Every 4 
weeks, six samples were taken out to measure the fungal attack by the weight loss. Wood blocks were 
carefully cleaned and dried at 103 ± 2 °C before the final weight was recorded. The weight loss in 
each sample was calculated according to Equation (1): 
Weight loss (%) = (M0 − Mf)/Mf·100, (1)
where M0 is the oven-dry weight of the sample before impregnation and prior to exposure, and Mf is 
the oven-dry weight of samples after exposure to fungus. Since the concentrations of the wood 
preservatives used in this study were very low (in the order of ppm), it was assumed that the dry 
weight of the impregnated wood was the same as the initial oven-dry weight.  
2.4. Wood Degradation Monitoring  
Wood degradation was monitored using optical microscopy and scanning electron microscopy 
(SEM). For the former, 30-µm microtome cuts were taken from the sample using a Leica (Wetzlar, 
Germany) microtome apparatus. These were analyzed with a Leica DMLM transmission optical 
microscope. The microtomes were also subjected to SEM examination at the facilities of the 
Microscopy Unit of the Parque Científico UVa (Spain), using a FE-SEM Leica LEO-1530 microscope. 
For SEM analyses, samples were adhered to the holder with double-sided carbon tape and covered 
with gold with a Quorum Emitech K575X sputter coater (Quorum Technologies, Ashford, Kent, UK). 
To confirm the composition of the AgNPs impregnated into the samples, an FEI QUANTA 200 FEG 
(Thermo-Fisher Scientific, Waltham, MA, USA) SEM microscope equipped with a Genesis XM 4i 
energy dispersive X-ray microanalysis unit was used to obtain EDX elemental maps of non-sputter-
coated samples. 
2.5. Statistical Analyses 
All the statistical analyses were performed using R software (v. 3.4.4; R Development Core Team, 
2018). Data from 288 treated samples, corresponding to 48 different individual groups (3 preservation 
agents × 4 concentration values × 4 exposure periods) × 6 replicates, in addition to 144 control samples, 
were analyzed. Prior to the analyses, the assumptions of independence, normality, and 
homoscedasticity were checked for all groups. Since all the data met the normality requirement 
(checked with a Shapiro–Wilks test) and the homoscedasticity requirement (checked with a Bartlett’s 
test), ANOVA was used. Bootstrapping and robust homogenous groups were used. 
3. Results 
Table 2 shows the average percentage of weight loss for the untreated samples (control) and for 
the samples treated with various concentrations of silver nanoparticles after exposure to T. versicolor 
for 4, 8, 12, and 16 weeks. The results of the analysis of variance verified that there were significant 
differences (p < 0.01) between the weight loss of the treatment and control samples. A long-term 
protective effect of the silver nanoparticles was observed during the development of the experiment, 
since the weight losses for all treatment concentrations oscillated between 8% and 10%, with no 
statistically significant differences, regardless of the exposure time. On the other hand, controls 
showed a progressive increase in weight loss over time: 13.7%, 17.5%, 23.8%, and 24.8% for the 4-, 
8-, 12-, and 16-week exposure times, respectively.  
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Table 2. Weight loss after different incubation periods for the silver nanoparticles treatments. 
Exposure 
Period 
(weeks)  
AgNPs 
Concentration 
(ppm) 
Weight Loss 
(%) * 
Shapiro–Wilk Test 
p-Value 
Bartlett 
p-Value 
ANOVA 
p-Value 
Homogeneous 
Groups † 
4 
Control 13.75 ± 1.21 0.0532 
0.6538 2.71×10-6 
   X 
5 8.80 ± 0.09 0.8964   c  
10 8.67 ± 0.09 0.8290  b c  
15 8.52 ± 0.19 0.7587  b   
20 8.33 ± 0.19 0.9515 a    
8 
Control 17.55 ± 2.26 0.7000 
0.9059 0.00135 
   X 
5 8.93 ± 0.11 0.6224   c  
10 8.73 ± 0.18 0.9775  b c  
15 8.59 ± 0.19 0.7082 a b   
20 8.43 ± 0.18 0.8408 a    
12 
Control 23.86 ± 1.95 0.5846 
0.7605 0.0542 
 X   
5 8.85 ± 0.21 0.6889 a    
10 8.74 ± 0.13 0.6406 a    
15 8.59 ± 0.19 0.9706 a    
20 8.43 ± 0.19 0.9854 a    
16  
Control 24.79 ± 5.21 0.4149 
0.511 0.0291 
  X  
5 8.94 ± 0.16 0.7192  b   
10 8.81 ± 0.14 0.5510  b   
15 8.80 ± 0.13 0.7146  b   
20 8.49 ± 0.22 0.8678 a b   
* Expressed as average ± robust confidence interval. † Values denoted with identical letters do not 
differ significantly. 
The weight loss results for the chitosan-oligomers-based treatment, assayed at different 
concentrations, are summarized in Table 3. As in the case of AgNPs, antifungal behavior was 
observed even at low concentrations, since all the treatments showed significant differences from the 
control treatment. In the first sampling, after 4 weeks of exposure, the highest concentration (80 
mg·mL-1) showed the best antifungal activity (5% weight loss), showing statistically significant 
differences vs. the other concentrations (with weight losses in the 7.9%–11.6% range). Nonetheless, 
the effectiveness of the chitosan treatment clearly decreased over time and, after 12 weeks, there were 
no significant differences in weight loss between the different protective agent concentrations (all 
were in the 17.5%–22.3% range).  
Table 3. Effect of chitosan oligomers concentration and fungus exposure time on the protection of 
poplar wood against Trametes versicolor. 
Exposure 
Period (weeks) 
Chitosan Oligomers 
Concentration (mg/mL) 
Weight 
Loss (%)* 
Shapiro–
Wilk Test  
p-Value 
Bartlett 
p-
Value 
ANOVA p-
Value 
Homogeneous 
Groups† 
4 
Control 14.54 ± 0.82 0.0621 
0.1393  2.71×10-7 
   X 
10 11.58 ± 1.70 0.6750   c  
20 9.34 ± 0.78 0.7082  b c  
40 7.91 ± 0.87 0.3403  b   
80 4.96 ± 0.63 0.3632 a    
8  
Control  19.43 ± 3.34 0.5128 
0.9059 0.00135 
  X  
10 12.33 ± 0.75 0.6924  b   
20 9.34 ± 0.78 0.6589  b   
40 9.93 ± 0.81 0.6982 a b   
80 8.92 ± 1.03 0.5524 a    
12  
Control 25.86 ± 2.50 0.6602 
0.8604 0.0542 
 X   
10 22.25 ± 1.72 0.9546 a    
20 21.36 ± 2.16 0.7794 a    
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40 20.12 ± 1.84 0.6710 a    
80 17.44 ± 2.47 0.8068 a    
16  
Control 32.14 ± 3.05 0.7002 
0.8871 0.0291 
  X  
10 29.95 ± 4.25 0.6900  b   
20 21.36 ± 2.16 0.5467 a b   
40 23.28 ± 4.27 0.8115 a b   
80 19.35 ± 3.34 0.8773 a    
* Expressed as average ± robust confidence interval. † Values denoted with identical letters do not 
differ significantly. 
The antifungal activity of the propolis ethanolic extract on wood blocks exposed to T. versicolor 
for 4, 8, 12, and 16 weeks (Table 4) was more dependent on the concentration as a function of time 
than the other two protective agents evaluated in this work. A clear relationship between propolis 
concentration and wood weight loss was observed, as they were inversely proportional in every 
sampling period (e.g., in the first sampling, the weight loss decreased from of 13.7% to 9.8% as 
propolis concentration was increased from 5 to 40 mg/mL). Although all propolis ethanolic extract 
concentrations showed significant differences vs. the control, a gradual decrease in the antifungal 
activity of these treatments over time was evidenced. The weight loss in the first 8 weeks was higher 
than that obtained for chitosan (14.3% for propolis vs. 10.1% for chitosan), but after 16 weeks the 
weight loss values were comparable for the two treatments (21.0% vs. 23.5%). 
Table 4. Effect of treatment concentration of propolis ethanolic extract and time of fungus exposure 
(sampling) on the protection of poplar wood against T. versicolor. 
Exposure Period 
(weeks) 
Propolis 
Concentration 
(mg/mL) 
Weight Loss (%)* 
Shapiro–Wilk 
Test 
p-Value 
Bartlett 
p-
Value 
ANOVA 
p-Value 
Homogeneous 
Groups† 
4 
Control 14.212 ± 2.065 0.3225 
0.863  7.91×10-8 
  X  
5 13.742 ± 0.650 0.8964   c  
10 12.116 ± 0.565 0.4721  b   
20 11.113 ± 0.627 0.9877  b   
40 9.775 ± 0.458 0.9794 a    
8 
Control 19.897 ± 1.801 0.505 
0.5844  5.68×10-7 
   X 
5 17.870 ± 1.383 0.829   c  
10 15.416 ± 0.955 0.9422  b   
20 12.587 ± 1.561 0.8152 a    
40 11.115 ± 0.877 0.6586 a    
12 
Control  21.036 ± 3.141 0.770 
0.5511  0.713 
  X  
5 19.892 ± 1.620 0.7587  b   
10 18.639 ± 1.321 0.8894  b   
20 17.413 ± 1.053 0.8444 a    
40 16.288 ± 0.810 0.7739 a    
16 
Control 28.795 ± 2.841 0.2954 
0.9257 0.00014 
   X 
5 24.934 ± 2.133 0.9515   c  
10 22.456 ± 1.614 0.8911  b c  
20 19.439 ± 1.664 0.7038  b   
40 17.105 ± 1.690 0.2817 a    
* Expressed as average ± robust confidence interval. † Values denoted with identical letters do not 
differ significantly. 
The optical microscopy images confirmed that the wood blocks exposed to the attack of T. 
versicolor without any protective treatment (control) suffered a progressive degradation over time, 
with weight loss values ranging from 13.7%–14.5% after 4 weeks to 24.8%–38.1% after 16 weeks. 
Figure 1 shows the degradation of vessel elements and fibers on untreated wood upon exposure to 
T. versicolor for 16 weeks, whereas in the case of the sample treated with AgNPs the observed 
biodeterioration was very small. A micrograph of a healthy poplar wood sample with no degradation 
is shown for comparison purposes. 
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Figure 1. Optical micrographs of (a) undecayed control wood sample; (b) decayed control wood 
sample; and (c) sample treated with silver nanoparticles (AgNPs) (20 ppm), subjected to the action of 
T. versicolor for 16 weeks. 
The SEM images (Figure 2) also confirmed that the fungal attack caused severe damage to the 
wood cell wall after 16 weeks of exposure in control samples (Figure 2a). The damage was reduced 
in the samples treated with propolis (Figure 2b), suggesting that propolis had a protective activity. 
However, the best wood preservation was attained for silver nanoparticles: as shown in Figure 2c, 
the cell wall was practically intact. In Figure 2d, at 5000× magnification, silver nanoparticles can be 
observed on the cell walls. The composition of AgNPs was confirmed by EDX elemental mapping. 
 
Figure 2. SEM images of wood samples after 16 weeks of exposure to T. versicolor: (a) control samples, 
(b) samples treated with propolis (40 mg/mL), (c) samples treated with silver nanoparticles (20 ppm), 
and (d) zoomed-in view of silver nanoparticles on the cell wall. 
4. Discussion 
The optical microscopy images showed that wooden blocks exposed to T. versicolor attack 
without any protective treatment (control) suffered a significant degradation of the cell wall, thus 
confirming the high susceptibility of poplar wood to white-rot fungus [6]. This was further evidenced 
in the SEM micrographs, which also showed that the fungal attack caused severe damage to the wood 
cell wall after 16 weeks of exposure in control samples: the middle lamella was degraded and the 
fibers were separated due to lignin degradation [38].  
In relation to the antifungal effectiveness of the pressure treatment with silver nanoparticles, the 
obtained results were similar to those of Akhtari et al. [39]. These authors evaluated the effectiveness 
of aqueous solutions of silver nanoparticles against T. versicolor, albeit at much higher concentrations 
(400 ppm), and reported a weight loss of only 2.1% for the treated wood 4 weeks after the inoculation. 
The low weight losses of around 8.5% for the pieces treated with nanosilver are in agreement with 
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Clausen et al. [13] and Matsunaga et al. [14], who suggested that the advantageous behavior of 
nanometal-based wood protectors would arise from the slow and controlled release of the bioactive 
metal ions into the wood cells. 
Apropos of the observed decrease in the antifungal activity of chitosan oligomers over time, it 
was also reported by Alfredsen et al. [26], who noted that the protective nature of chitosan in the long 
term is lower than those of other commercial fungicides, thus confirming that organic compounds 
are more prone to biodegradation [8]. According to Larnøy et al. [40], the decrease in the effectiveness 
of chitosan over time could be due to fungal degradation, as it would be affected by the action of 
enzymes excreted by fungi in cellulose degradation. Other studies that investigated the applicability 
of chitosan oligomers as a wood protection agent also observed a gradual loss of its antifungal activity 
over time [30,40,41]. 
A gradual decrease in the antifungal activity of propolis treatments over time was also noticed, 
which may be ascribed either to biodegradability or to a lower retention of the propolis ethanolic 
extract solution in wood, both of which are very common problems in organic biocides [8]. 
Consequently, although the use of these two organic bioagents may be improved by adding 
stabilizers to the solution, the nanometal-based approach would be the preferred option for industrial 
applications. 
5. Conclusions 
On the basis of biocidal efficacy tests conducted on wood blocks, more realistic than routine 
antimicrobial susceptibility tests conducted in agar plates, it was evidenced that the three protective 
agents assayed in the vacuum-pressure treatments (AgNPs, chitosan, and propolis) showed a 
protective effect on Populus spp. wood. However, the one based on AgNPs featured the highest 
effectiveness against T. versicolor over time: even at the lowest concentration (5 ppm), it minimized 
the biodeterioration of poplar wood for over 4 months, albeit higher concentrations (of up to 20 ppm) 
were more effective. SEM images confirmed the effectiveness of the impregnation with nanosilver 
and evidenced the severe cell wall degradation by the fungus on untreated samples. Chitosan 
oligomers and propolis-based treatments also showed results with significant differences vs. the non-
treated wood, but a noticeable decrease in their effectiveness over the 16 weeks was observed, 
pointing to either biodegradation or adsorption issues (to which all organic bioactive agents are 
susceptible). Hence, AgNPs can be put forward as effective protective agents for poplar-wood-based 
engineering products. 
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